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Supplementary Figures
(a) (b) (c) Figure S3 . Protein-binding increases FRET efficiency for the (a) G:T (b) A:A, and (c) T:T mismatched substrates. Top: Fluorescence intensity decays which show for all three mismatches that protein binding leads to a decrease in donor lifetime. Bottom: Steady-state fluorescence spectra confirm the increase in energy transfer through a decrease in donor fluorescence with protein bound. The samples were also run on a gel (inset) to show the formation of the protein-DNA complex and lack of degradation post irradiation. To investigate the bound complex, sufficient protein was added to the 200 nM labeled DNA to ensure >90% of the DNA was bound. The instrument response function is shown in black. Decays were collected with 590 nm excitation and 620 nm emission. 20,000 peak channel counts were collected in two independent experiments for each substrate. (purple) and bound to protein (magenta). The decays yield comparable fitting parameters (Table 2) consistent with little to no effect on donor fluorescence from protein binding. The instrument response function is shown in black. Decays were collected at an emission wavelength of 620 nm with 590 nm excitation. The decays were analyzed using a multi-exponential function as described in the Materials and Methods. Table S1 . Sequence 1 of 6-MI incorporated oligonucleotides used in this study. Table S4 and are reported relative to the lifetime of 6-MI monomer. 
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(2) as described in the Materials and Methods. Standard deviations from fitting are given in the parentheses and result from three independent experiments .  Table S6 . Sequence of oligonucleotides labeled 1 with external probes in this study. 
Name Sequence
